Up to approximately 50 jg of staphylococcal enterotoxin A per plate was produced by cellophane-over-agar cultures. Enterotoxin was determined by a latex agglutination technique.
cm) wide, S.S.D.C., Union Carbide], soaked in several changes of distilled water, sterilized in an autoclave (121 C, 15 min), cooled, and aseptically applied to the surface of Trypticase soy (TS) agar (1.5%; BBL, BioQuest) in plastic petri dishes (100 by 15 mm; Falcon, BioQuest). An 18-hr culture of S. aureus strain 100 was washed three times in phosphate buffer (pH 7.4) and resuspended in buffer, and 0.1 ml of the suspension, or an appropriate dilution thereof, was applied to the cellophane disc and evenly distributed over the surface with a sterile bent glass rod. Plates were incubated upright at 37 C for appropriate periods of time. Staphylococci and enterotoxin were harvested from the cellophane with two applications of 1.0 ml of sterile 0.85% saline solution. One milliliter of the pooled washes was used to determine numbers of staphylococci (pour plates of TS agar and 2 days of incubation at 37 C). The remaining sample was centrifuged (4,000 rev/min, 10 C, 5 min), and the supernatant fluid was recovered with a Pasteur pipette. A 1:10 dilution of the supernatant fluid was made in borate-saline buffer (pH 8.2) containing 0.07% bovine serum albumin.
The latex agglutination procedure of Salomon and Tew (3) as currently applied in the laboratory of M. S. Bergdoll (The Food Research Institute, University of Wisconsin) was followed. Proper controls were included in each determination to detect false-positive reactions.
Enterotoxin was not detected on the plates immediately after application of cells to the cellophane. In one experiment, a detectable quantity of enterotoxin (0.1 ug per plate) was recovered from the cellophane culture after only 4 hr. After 8 and 24 hr of incubation, yields of 2 and 20 jug of enterotoxin per plate, respectively, were observed. Although there is considerable variation inherent in the latex agglutination procedure, the data suggest that lower yields of toxin seem to be associated with smaller initial inocula of organisms.
Yields of enterotoxin encountered in this 
